Tumor-initiating cell frequency is relevant for glioblastoma aggressiveness

Immunohistochemistry (IHC)
Patients' specimens were fixed in Carnoy's solution, while the correspondent xenografted mouse brains were formalin-fixed and then both dehydrated, paraffin-embedded and sectioned at 2 μm according to established procedures. For hematoxylin-eosin staining, slides were stained in Carazzi hematoxylin solution, rinsed in running tap water and counterstained in eosin solution. Antigen's retrieval was performed at pH 9 and 90°C in a PT Link pre-treatment module (Dako, Glostrup, Denmark) when requested. Slides were first blocked in 3% H 2 O 2 (Sigma-Aldrich, St. Louise, Missouri, USA), then they were incubated with Normal Goat Serum (Dako, Glostrup, Denmark) and with the respective primary antibody: mouse monoclonal anti-EGFR (1:100, Neomarkers, Fremont, CA, USA), mouse monoclonal anti-PTEN (1:100, Santa Cruz Biotechnologies, Dallas, Texas, USA), mouse monoclonal anti-TP53 (1:50, Dako, Glostrup, Denmark), mouse monoclonal anti-MGMT (1:50, Millipore, Darmstadt, Germany), mouse monoclonal anti-IDH1 R132H (1:100, Dianova, Hamburg, Germany), mouse monoclonal anti-MIB1 (1:100, Dako, Glostrup, Denmark), rabbit polyclonal anti-activated-NOTCH1 (1:100, Ab8925, Abcam, Cambridge, UK), mouse monoclonal anti-Human Nuclei (1:1000, Millipore, Darmstadt, Germany), mouse monoclonal anti-Nestin (1:200, R&D Systems, Minneapolis, Minnesota, USA), rabbit polyclonal anti-Olig2 (1:200, Invitrogen, Life Technologies, Carlsbad, USA), goat polyclonal anti-YKL-40 (1:500, Santa Cruz Biotechnologies, Dallas, Texas, USA), rabbit polyclonal anti-Sox2 (1:50, Stem Cell Technologies, Vancouver, Canada), mouse monoclonal anti-GFAP (1:200, clone 6F2, Dako, Glostrup, Denmark), mouse monoclonal anti-CD15 (1:100, BD Pharmingen, San Josè, California, USA). Sections were subsequently incubated with anti-mouse or anti-rabbit Envision® peroxidase conjugated (Dako, Glostrup, Denmark) as secondary antibody, for 1 hour at room temperature. Finally, slides reacted with diaminobenzidine (DAB Substrate Chromogen System, Dako Cytomation, Glostrup, Denmark), counterstained with hematoxylin, mounted and visualized using a bright field microscope.
Statistical Analysis
We adopted Fisher's exact test to compare protein markers positivity frequency (number of occurrences) between GBMs forming neurospheres and GBMs not able to form neurospheres. Unpaired Student t-test with Bonferroni correction for multiple testing was adopted to compare percent TIC frequency values between samples positive or negative for each marker. Statistical analysis was performed using Prismv6.0 software (GraphPad Software, La Jolla, CA). P-values less than 0.05 were considered statistically significant (**) unless otherwise indicated. All statistical tests were two-sided. 
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